OBJECTIVEdLow vitamin D levels predict the development of diabetes. This double-blind, randomized, control study in subjects with prediabetes and hypovitaminosis D evaluated whether high doses of vitamin D for 1 year affected insulin secretion, insulin sensitivity, and the development of diabetes.
I ndividuals with diabetes (1-6) and prediabetes (6) (7) (8) have lower serum 25-OH vitamin D (25-OHD) levels than those without either. Furthermore, higher levels of 25-OHD are associated with lower rates of development of diabetes (9) (10) (11) (12) . Of course, associations do not prove causation; they can only generate hypotheses. A randomized intervention study is necessary to prove causation. African Americans, Hispanic/Latino Americans, American Indians, Alaska Natives, some Asian Americans, Native Hawaiians, and other Pacific Islanders are at particularly high risk for the development of type 2 diabetes (13) . Diabetes in ethnic and racial minorities is increasing at an alarming rate. Although access to care or genetic variations may play a role, an intriguing biological explanation to explain this health disparity is racial differences in vitamin D levels. Racial/ethnic minorities have reduced serum 25-OHD levels, with African Americans having lower levels than Caucasians and Hispanic/Latino Americans having intermediate levels (3) . To determine whether high doses of vitamin D supplementation for 1 year would affect the development of diabetes in minority subjects, we carried out a double-blind, placebo-controlled trial treating subjects with prediabetes and hypovitaminosis D with either vitamin D (designed to raise 25-OHD into the high-normal range) or placebo. We also evaluated insulin secretion and insulin sensitivity in these subjects.
RESEARCH DESIGN AND
METHODSdThe Charles R. Drew University institutional review board approved the study and determined that an informed consent was not necessary for individuals screened with a point-of-care A1C test because screening for diabetes often takes place at community sites, including health fairs, churches, and senior citizen centers. Informed consent was obtained for those undergoing an oral glucose tolerance test (OGTT). Separate informed consent describing the study was obtained for subjects before randomization.
The following four criteria were used to identify subjects $40 years of age who may have prediabetes: 1) waist circumference measured at the umbilicus of $40 inches in men and $35 inches in women, 2) family history of diabetes in first-degree relatives, 3) hypertension (either being treated or newly diagnosed at screening of $140/90 mmHg), and 4) history of gestational diabetes mellitus. A total of 1,551 Latino and African American individuals with one or more of these risk factors were evaluated at 37 churches, 10 health fairs, and 7 other types of community events or in the Clinical Translational Resource Center after referral from two clinics or responding to flyers distributed in the community surrounding Charles R. Drew University. All recruitment sites were located in the south-central region of Los Angeles, an area populated by Latino and African American individuals. Prospective subjects received point-ofcare A1C tests using A1CNow+ (Bayer HealthCare, Tarrytown, NY). A direct comparison of 178 A1C levels in 110 individuals with and without diabetes comparing point-of-care A1C with a TOSOH ion-exchange high-performance liquid chromatography method revealed that the point-of-care method was 0.135% higher than the laboratory method (14) . Individuals with A1C values ,5.8% (40 mmol/mol) were considered at low risk for diabetes (15) , and those with A1C $7.0% (53 mmol/mol) had diabetes. This study was initiated before the American Diabetes Association (ADA) recommended diagnosing diabetes with a confirmed A1C level of $6.5% (47.5 mmol/mol) (16) . Subjects with point-ofcare A1C levels of 5.8% (40 mmol/mol) through 6.9% (52 mmol/mol) consented and then underwent a 75-g OGTT to determine whether they had prediabetes. The OGTT criteria for prediabetes used in this study were a fasting plasma glucose (FPG) concentration of 110-125 mg/dL or a 2-h glucose value of 140-199 mg/dL. The World Health Organization lower limit of 110 mg/dL (17) was used instead of the ADA lower limit of 100 mg/dL (16) because reversion to normal, as defined by the WHO criterion, would be easier to demonstrate than the ADA criterion. The criterion for the diagnosis of diabetes was an FPG $126 mg/dL or a 2-h value on the OGTT of $200 mg/dL (16) .
After an overnight fast, a baseline blood sample was obtained. Glucola (75 g) was Figure 1dFlow diagram of the study. appt, appointment; PCP, primary care physician; rehab, rehabilitation.
care.diabetesjournals.org DIABETES CARE, VOLUME 36, FEBRUARY 2013 261 ingested within 5 min, and further blood samples were obtained 30, 60, 90, and 120 min later. Glucose concentrations were measured by a glucose oxidase method in a YSI machine. If the subject met the criteria for prediabetes, a 25-OHD level was measured by high-performance liquid chromatography/tandem spectrometry in the baseline sample. If that value were ,30 ng/mL, the subject was randomized by a computer-generated code to receive either weekly doses of vitamin D 3 or a placebo. (Only the research pharmacist knew the allocation.) Subjects were given a blinded, identical-appearing and -smelling solution in a prefilled syringe containing the weekly dose of either placebo (mediumchain triglycerides) or vitamin D 3 dissolved in the triglyceride at a concentration of 1,000 IU/drop or 35,714 IU/mL. According to the number of empty syringes returned at each visit, there was 100% compliance; i.e., none were lost, and subjects claimed that they took the contents of each one. The goal of vitamin D supplementation was to achieve a serum 25-OHD level of 65-90 ng/mL. On the basis of a pharmacokinetic study in which three oral doses of vitamin D and its metabolites were given to healthy men (18) , the initial vitamin D supplementation regimen was calculated as follows: (80 2 baseline serum 25-OHD) 3 kg body wt 3 15.7 = IU/ week. After the first 20 subjects, it was apparent that the dose was too low because few subjects attained a serum 25-OHD level .65 ng/mL. Therefore, 100 was substituted for 80 in the dosing formula, which subsequently allowed most subjects to reach the desired serum 25-OHD level. If a serum 25-OHD level of $80 ng/mL were achieved at any visit, the dose was reduced by 25% by the research pharmacist who was unblinded during the study. The mean 6 SD weekly dose of vitamin D 3 was 88,865 6 16,154 IU (range 64,731-134,446).
Additional calcium beyond the subjects' usual intake was not given, as vitamin D is expected to enhance intestinal calcium absorption. In addition, the large Women's Health Initiative Calcium/ Vitamin D Trial showed that supplementation with 1,000 mg calcium (and 400 IU vitamin D 3 ) did not affect the development of diabetes (19) . Therefore, subjects were allowed to continue (and encouraged not to change) any current vitamin/mineral supplements that they were taking. Given that subjects were followed for 1 year, seasonal influences on the results were not a factor.
Subjects were seen monthly for the first 3 months and subsequently every 3 months for up to a year. Vitamin D levels, serum calcium, and urinary calcium-tocreatinine ratios were measured at each visit, and A1C levels were measured at baseline and at the trimonthly visits. Follow-up OGTTs were carried out at 3, 6, 9, and 12 months. Glucose concentrations were measured by the YSI glucose oxidase method and insulin levels by an enzyme-linked immunosorbent assay in the five samples from each OGTT. levels, respectively, at 30 min of the OGTT and Ins 0 is basal insulin (picomoles per liter) level]; and 5) the insulinogenic index (IGI) (22) (Ins 30 2 Ins 0 /Gluc 30 -Gluc 0 ). Insulin sensitivity was assessed by two methods: HOMA of insulin resistance (20) where FPI is fasting plasma insulin (microunits per milliliter) and FPG is measured in milligrams per deciliter and where and are the mean of glucose (milligrams per deciliter) and insulin (microunits per milliliter) levels obtained during the OGTT (23) . An oral disposition index was assessed by two methods: insulin secretion-sensitivity index-2 (ISSA-2) (ISI 3 insulin AUC/glucose AUC) (24) and IGI 3 1/FPI as previously described by Utzschneider et al. (25) (which predicted the development of diabetes over 10 years in a Japanese population).
No studies could be found describing the effect of vitamin D supplementation on an OGTT in subjects with prediabetes to use for a power calculation. The effect of vitamin D supplementation on insulin secretion, insulin sensitivity, and the oral disposition index was analyzed by twoway repeated-measures ANOVA. The primary analysis was based on a modified intention-to-treat (mITT) principle. The last-value-carried-forward paradigm was used to fill in missing values in order to perform the mITT analysis that was carried out for all subjects who had at least the 3-month OGTT after randomization. The baseline FPG, 2-h glucose, and A1C levels were analyzed by Student t test for unpaired means. The baseline categorical demographics and the effect on changing the OGTT diagnostic classification (diabetes, prediabetes, and normal) were analyzed by the x 2 test for homogeneity. Significance was determined at P , 0.05 (two tailed). Two sensitivity analyses were carried out to determine whether the mITT failed to detect a change in outcomes; a per-protocol analysis for the 99 subjects who completed 1 year of placebo or vitamin D supplementation and an mITT analysis on the subset of 28 subjects whose baseline vitamin D levels were ,20 ng/mL.
RESULTSdThe results of screening, subsequent OGTTs, serum 25-OHD levels, randomization, and completion rates are shown in Fig. 1 . One hundred and seventeen subjects with prediabetes and hypovitaminosis D were randomized with 8 dropping out before the 3-month OGTT leaving 53 in the placebo group and 56 receiving vitamin D for an ITT analysis. The baseline demographic (age, sex, ethnicity/race, and BMI), glycemic (FPG, 2-h OGTT glucose, and A1C), and 25-OHD status were similar in the two groups (Supplementary Table 1 ). Serum 25-OHD levels are shown in Fig. 2 . There was a rapid rise in those receiving vitamin D, achieving a mean serum 25-OHD level of nearly 70 ng/mL by 3 months (which was sustained), and no change in those receiving placebo.
Changes in the glycemic indices and BMIs are shown in Table 1 . There were no differences in FPG, 2-h glucose, or BMI between the two groups during the year after randomization. A1C levels at 1 year were slightly (0.2%), but significantly, less in the vitamin D group .There were also no differences in the five indices of insulin secretion, two indices of insulin sensitivity, or two measures of the oral disposition index during the year of placebo or vitamin D supplementation between the two groups in the mITT analysis. These results remained nonsignificant in the per-protocol analysis comparing 47 subjects in the placebo group and 52 receiving vitamin D for the entire year. Likewise, in subjects with baseline serum 25-OHD levels ,20 ng/mL, the results were not significantly different between 13 subjects in the placebo group (baseline serum 25-OHD levels 15.5 6 3.4 ng/mL) and 15 subjects receiving vitamin D (baseline serum 25-OHD levels 16.0 6 2.0 ng/mL). Likewise, there were no differences in those developing diabetes or whose OGTTs reverted to normal at 3, 6, 9, and 12 months (Fig. 3) . It is noteworthy that no subject receiving vitamin D manifested hypercalcemia or increased urinary calcium measured in a morning urine sample. With the attained sample size in each group, there was a .95% power to detect a 1-SD change in BMI, FPG, 2-h glucose, or A1C levels between the study groups.
CONCLUSIONSdThe literature surrounding the association of vitamin D levels and glycemia is conflicting. Many studies found a significant positive association between insulin sensitivity and serum 25-OHD levels, whereas a few found no such association. Fewer studies evaluated insulin secretion with the majority unable to show a positive association ( Supplementary Table 2 ). Similarly, there are conflicting data on the effects of vitamin D supplementation on glycemia ( Supplementary Table 3 ). Most studies showed no effect on insulin sensitivity, while a few showed an increase. Insulin secretion was unaffected by vitamin D supplementation in the majority of studies, increased in a substantial minority, and decreased in one. Vitamin D supplementation with 700 (26) or 400 IU (19) per day for 3 and 7 years, respectively, did not affect the development of diabetes. In patients with type 2 diabetes, fructosamine levels were no different 1 month after an intramuscular injection of either 300,000 IU of vitamin D or distilled water (27) . Similarly, fructosamine and A1C levels were no different in type 2 diabetic patients receiving either 40,000 IU per week or a placebo for 6 months (28) .
The lack of an effect of vitamin D supplementation in the published studies could be due to one or more of the following: too small a dose of vitamin D, too short a period of time to show an effect, or including subjects with normal vitamin D levels. None of these can explain the negative results of this study in which subjects with hypovitaminosis D received large amounts of vitamin D (mean weekly dose of 88,865 IU) for 1 year and rapidly achieved serum 25-OHD levels of nearly 70 ng/mL. There were no significant differences between the placebo and vitamin D supplementation groups with regard to five indices of insulin secretion, two indices of insulin sensitivity, or two oral disposition indexes or in the proportion of subjects with prediabetes developing diabetes or whose OGTT returned to normal.
There are three potential limitations to this study. The number of subjects is relatively small, but the results in the two groups are so similar that it is doubtful that more subjects would have found any significant differences. The percent of subjects developing diabetes after 1 year in the placebo and vitamin D groups of 9 and 12%, respectively, was similar to the 11% yearly rate of development of diabetes in the placebo arm of the Diabetes Prevention Program (DPP) (29) , strongly suggesting that the natural history of the development of diabetes was seen in both groups. Some might argue that 1 year of vitamin D supplementation is not enough time to see a protective effect against the development of diabetes. However, compared with the placebo group in the DPP, there was a marked difference in the development of diabetes at 1 year in persons with prediabetes exposed to intensive lifestyle change (29) , metformin (29) , or troglitazine (30) . Finally, the OGTTs in the current study were not repeated and the literature shows that a repeat OGTT within 2-6 weeks in individuals with IGT confirms that diagnosis in only half (31) (32) (33) . However, in the clinical setting, the ADA does not recommend confirmation of IGT (16) and the variability of the OGTT should have affected both groups equally.
Our study was carried out in ethnic minoritiesda group with high rates of hypovitaminosis D and prediabetes/diabetes. We showed that vitamin D supplementation did not affect glycemic parameters in this group. Although a Caucasian population was not studied, we expect generalizability to that population.
In conclusion, although hope had been expressed that vitamin D supplementation might at least delay the development of diabetes (34) , this was not the case. High doses of vitamin D for 1 year in Latinos (mostly) and African Americans with prediabetes and hypovitamosis D did not affect insulin secretion, insulin sensitivity, the oral disposition index, or the proportion of subjects who developed diabetes or whose OGTT returned to normal. As Thomas Huxley so aptly stated, "The great tragedy of sciencedthe slaying of a beautiful hypothesis by an ugly fact."
